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(57)Abstract: 

PURPOSE: To provide a DNA fragment coding for regucalcin derived from 
a hepatocellular cytoplasm and fulfilling the role as a control factor in a 
intracellular informational transmitting system with Ca2+ and mass- 
producing the regucalcin useful as a reagent for research and a clinical w snr tin tvi j.? cjj cyi ui cm t V r \tg c>« 
testing agent L „ B 
CONSTITUTION: This new DNA fragment coding for regucalcin derived CIt GLu Scr hjo U. it> cu *.* .i:» l*% l*> Leu ~« t.iI 
from a hepatocellular cytoplasm is expressed by an amino acid sequence 20 s> » 
represented by the formula. The DNA fragment is obtained by extracting a * sp IU pro Scr iv! ' :it Ul c> * " r lrD s " J: f &tr 
liver from a Wistar strain male rat, recovering an mRNA according to a K 4U ' la 
guanidinium thiocyanate method, passing, the resultant recovered mRNA 

through an oligo(dT) cellulosic column, separating the mRNA, reacting a . 
reverse transcriptase therewith, synthesizing a cDNA, then preparing a 
cDNA library according to a conventional method, screening the prepared 

library with an antiregucalcin antibody, recovering a DNA from a positive &,u VkI T * r v> - ^ ili *" * iD K 'v *«' c-in friy r.«i 
clone and treating the obtained DNA with a restriction enzyme. Thereby, 355 ^ 2?<> 

the regucalcin can be mass-produced by a transformant cell containing LtU ** ,r> * * ' V ' a C,v ^ n ,,c ri ' ly ' :i< ?J t,:J Uu Gly 
the DNA fragment Ya| Lvi ^ |u Pry TyT $cf ^ ^ K? 
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[»*^ 2 ] e?tj## 2 T^^n^^SE^j&wr * 

fcOT^SSi*^ 1 fEM<DDN AWrfto 

m*m 3 ] ®#m i e«od n A»fH-*d*f«ia 
Co o o i] 

[&£±a¥M»IH MfelftXK, urntv 

««**DNAXt«BttilA*DNA*«*rr*»mB 
[0 0 0 2] 

[0 0 0 3] ft*. Ca J ^M€^'J>^LTB a? 

[0 0 0 4] nnfc#U Mffffl 

^a.^;^> te_hfB;*7 vjlU ft Aft D JFFRICB 

^ic^fiE-r^^m^pis. 2 os>&ttgaBT&o, * 

CDC a 2 **£^£&ft4. 19Xl0 5 M'^iU 6 — 
t**. l/^^^^5 L >liCa 2+ tCcfc^ff : f : ia^#^ 3*7 

l^a. # jl^ >&v>W> £ £ h fcjM** \zmwi It 

[0 0 0 5] 

[0 0 0 6] aot*S8W<3!)lttlt l^^^XD 

[0 0 0 7] 50 



4$RPP7 - 1 2 3 9 8 5 

2 

A£#«U cnSrXKcDNA^ft, £<BS6Sliiai£ 

[0008] 

A, &^Kfi«^DNA«««-r«»K(E«lft:inB 

[0009] *«^DNA9rmi MAfiOtenttt 

[0 0 10] hOBFIB3^e>mRNA«wm 

u cDNA7^^u-s^«n, cn^i^^ 
=>yu i©tt^-a>^^cDNA^i4ai*rn 

[0 0 11] PfflKft, #Oft<LTDNA»rtt-£83& 
7 7^^mRNA£iliit^ 9yMi 

mu ^s^-fx-r*. -n&> 7x/-;miffl 

toRNA^#en^o 

[0 0 12] #6nfcmRNA*(Htbt» 
^t££|V^ l*«©cDNA^*n, :o-*gc 
DNASSrfcftKffliLT, DNAaRU^7-^C«fcD 
r*«Oc DNA*#Sit^-5. 

[0 0 13] -*jgcDDNAft. 7 7-^l:/Vy^y 

c D N AHIt^7«^ & HSt 5 i t 
[0 0 14] £® **WfBU ^-7r 

DNA»rM-$^t5i»A^DNA (^7X5 H) <h 

&a«-rntf, *fBM©DNA»ffr&*«-r*««^# 
DNAftflBrr*»««i«iBB3W*6n*. 

[0 0 15] ^ODck^lcbTaR^n/t^HKSlfrWJK 

^ d n a rc»«ttte <fc o fcuwrntf 

£<> #en&a«I^DNA*^*»gBoDNA»rH'& 
[0 0 161 *>< UT#S:ft**«WDNA«JV<DiS« 
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cDNACD#«£fr5£tfcT£*. 
*r*«Ctt, ±EO»«B*<MBlBXttaKDNA»rM' 

[0 0 17] 

B8IB0>3«ft] *%^<0im«^^DNA«:«#-r^^S 
[0 0 18] 

& * Jl^ > £ tflf* KftgE L fis« U COT 

[0 0 1 9] §g«S0U 

(RNACDIB&) ^-fX*— ftlltt?? h (3jS$» rt> 

^-hU^A (pH7. o) , o. 5%-tf-;pn->;u, o. l 

WWXl/fc. cn&y*; —)V ~?ua A - 
-f-VT5;p7;i/3— ;i/S*-c»fflu 4t\ 10,00 

-2 0t)TftSU RNA*tt*$1i->t, HURL*: 
ttitt^X^KP*-**- HMI/&0. 5% K5r 
5^;USMl^hU"JrAK»*Ufc. CftfttU^ (dT) 
■fe;Ha— Xfc^-McaU #U (A) 
fc. 

[0 0 2 0] (c DNA7^f OffW WJSLfc 

#»J (A) + RNA (5/ig) l:50uni t COM o 1 
oney-Mur ine Leukemi a^-f ;UXi£ 

m**mmt* i )3 (dT) u^^v-u >*-£8s;&n 

U IWcDNA^IL S&lC&iaiL&l** 
cDNAI:*BBUjR>i^|/7-1?H«!:DNA#iJ^7 
— ttlSKftlU 2*jgcDNA^MLL d ft ICE 
c o R I 7^:/:*--£tfljnU Xh o I , E c o R I T 
fflftl/fc7 7-^S^^^- (A ZAP I I) &jgf| 
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7-yl;/^7^y>^lcDNA7^y7U-(07r 

[0 0 2 1] (1/^^W>CDNA^D->0I 
St) 7y hJFtf>c DNA7^^7'J- <D7t— vJft 1 X 

i o*m**:mmtM&L2 om<om^u-h\zmm 

Lit, 4 2^3^^^^-^^ 

HC 1 0m>H V^a \f.)V^^ ^ — D — ftyt? hi/ FX9& 

hnir;i/n— x&£coi*\ 3 7 tn? 3 

id «:u*3.*;^>«>tj-^jSifl| (X 2 0 0) 

*U*x:?T*~i£te^^*I g.GR#^M-Y> 
^rn.^— hLfc. £ft£%£$£ (0. 3 5mM~hn:/;W 
-rh^yU^A, 0. 4mM5 -7*D^- 

^;^>cDNA|^47'7-^$^lfco 

[0 0 2 2] (7*7X5 H^^^— \CO^y^n--> 
^) 77-W^-A ZAP I Ifck -ecDgB^J4«(cy 
7X5 K^^^^pB i u e s c r i p t 
20 mm&&&. AZAPI H:^D-->^nfc^a 
rt^VCDcDNA^mailCDpB luescript 
K}f A$ntV^. pBluescript Or^ 

«t fc te^M — y y — ^©M[»l8i6^ £ 1&m&&&& L 

U R4 o 8A;WW7-yta:t>{:^:IlsuRE 

ICg$Jfe£-t*\ l/^a.^;^>COcDNA»rM-€:^tfpB 
luescript £:fc»Hft~?£jG£;*1i\ 7 

30 cDNAffi^tn^X^ KtLTSl^TiSSt 

[0 0 2 3] (cDNA>f>t-h(OllE?iM^) 
Sequenase i/Xf A (US B i o c h em i 
c a l*t$a) $rffiV^TcDNA<>-9— hCO^r^ga^J 
&&fel,t£o t^^7X5 HDNA^EcoR IT 
»«U •fH-ttT;^U*ttffl31L,fc«. ^7<T^ 
jDATr:-U>ybfc. CftlC 35 S dCTP, 0. 1M 
40 DTT, S e q u e n a s effii^ttLfci4 
^iCddATP, ddGTP, ddTTP, 
ddCTPSr^D^., 3 7"C5^>^z^-hUco 

7^77^ -£frfcV>, tfifiBBM£R*IRo&. 62 
^J##3 \Z cDNA^f hcO^JftSE^J&^-r. 
5' *W^8 0#StCffllRM*&n H>ATGCOA^ 
6ft, 9 7 7- 9 7 9#|l:»^ H>TAA»en 

50 fco #Sftfc75/»ffimffi^J#^3IC^"r. cn^ 
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* 3% ; S- 1 00)3, 11. 0%) . 
[0 0 2 4] 

m#mn: i 

$i&\(D&2 : 2 9 9 



6frff£n*U*^*;^>CD#^ftte3 3, 3 8 8t 
HEW2EMB L^»G e n b a n kco^-^^-XIdS® 

n.U>, 13. 3 % ; >x>-D 2 8K, 16. * 

Met Ser Ser lie Lys He Glu Cys Val Leu Arg Glu Asn Tyr Arg Cys 

5 10 15 

Gly Glu Ser Pro Val Trp Glu Glu Ala Ser Lys Cys Leu Leu Phe Val 

20 25 30 

Asp He Pro Ser Lys Thr Val Cys Arg Trp Asp Ser He Ser Asn Arg 

35 40 45 

Val Gin Arg Val Gly Val Asp Ala Pro Val Ser Ser Val Ala Leu Arg 

50 55 60 

Gin Ser Gly Gly Tyi Val Ala Thr He Gly Thr Lys Phe Cys Ala Leu 
65 70 75 80 

Asn Trp Glu Asp Gin Ser Val Phe lie Leu Ala Met Val Asp Glu Asp 

85 90 95 

Lys Lys Asn Asn Arg Phe Asn Asp Gly Lys Val Asp Pro Ala Gly Arg 

100 105 110 

Tyr Phe Ala Gly Thr Met Ala Glu Glu Thr Ala Pro Ala Val Leu Glu 

115 120 125 

Arg His Gin Gly Ser Leu Tyr Ser Leu Phe Pro Asp His Ser Val Lys 

130 135 140 

Lys Tyr Phe Asn Gly Val Asp He Ser Asn Gly Leu Asp Trp Ser Leu 
145 150 155 160 

Asp His Lys He Phe Tyr Tyr He Asp Ser Leu Ser Tyr Thr Val Asp 

165 170 175 

Ala Phe Asp Tyr Asp Leu Pro Thr Gly Gin He Ser Asn Arg Arg Thr 

180 185 190 

Val Tyr Lys Met Glu Lys Asp Glu Gin He Pro Asp Gly Met Cys He 

195 200 205 

Asp Val Glu Gly Lys Leu Trp Val Ala Cys Tyr Asn Gly Gly Arg Val 

210 215 220 

lie Arg Leu Asp Pro Glu Thr Gly Lys Arg Leu Gin Thr Val Lys Leu 
225 230 235 240 

Pro Val Asp Lys Thr Thr Ser Cys Cys Phe Gly Gly Lys Asp Tyr Ser 

245 250 255 

Glu Met Tyr Val Thr Cys Ala Arg Asp Gly Met Ser Ala Glu Gly Leu 

260 265 270 

Leu Arg Gin Pro Asp Ala Gly Asn He Phe Lys He Thr Gly Leu Gly 

275 280 285 

Val Lys Gly He Ala Pro Tyr Ser Tyr Ala Gly 
290 295 
[0 0 2 5] SB^J#^ : 2 

50 §2^JC0g$ : 8 9 7 
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&&l<om : ttR * E^JCDS^ : c D N A 



GGAGTCCCCT 


60 


GACTGTCTGC 


120 


AGTCAGTTCA 


180 


CTGTGCTTTG 


240 


GAAAAACAAT 


300 


CATGGCTGAG 


360 


TTTTCCTGAT 


420 


TTGGTCCCTG 


480 


CTTTGACTAT 


540 


AAAAGATGAA 


600 


CTGTTACAAT 


660 


TGTGAAGTTG 


720 


AATGTACGTG 


780 


TGCTGGTAAC 


840 


TGCAGGG 


897 



[0 0 2 6] 20 m<Dfk:~^m 

: 3 &m<»wm : c DNA 

mmn&Z : 1 2 1 6 jgflg 

TGGATGCTGC AGTGTTTCCT TTGTCTTCTA TTTTAAAGAT ATCTTGAAAA AAACCTGTCA 60 
CTGTCCTTTT CCTGCGACC ATG TCT TCC ATC AAG ATT GAA TGT GTT TTA 109 
Met Ser Ser He Lys He Glu Cys Val Leu 
5 10 
AGG GAG AAC TAC AGG TGT GGG GAG TCC CCT GTG TGG GAG GAG GCA TCA 157 
Arg Glu Asn Tyr Arg Cys Gly Glu Ser Pro Val Trp Glu Glu Ala Ser 

15 20 25 

AAG TGT CTG CTG TTT GTA GAC ATC CCT TCA AAG ACT GTC TGC CGA TGG 205 
Lys Cys Leu Leu Phe Val Asp He Pro Ser Lys Thr Val Cys Alg Trp 

30 35 40 

GAT TCG ATC AGC AAT CGA GTG CAG CGA GTT GGT GTA GAT GCC CCA GTC 253 
Asp Ser He Ser Asn Arg Val Gin Arg Val Gly Val Asp Ala Pro Val 

45 50 55 

AGT TCA GTG GCA CTT CGA CAG TCA GGA GGC TAT GTT GCC ACC ATT GGA 301 
Ser Ser Val Ala Leu Arg Gin Ser Gly Gly Tyr Val Ala Thr He Gly 

60 65 70 

ACC AAG TTC TGT GCT TTG AAC TGG GAA GAT CAA TCA GTA TTT ATC CTA 349 
Thr Lys Phe Cys Ala Leu Asn Trp Glu Asp Gin Ser Val Phe He Leu 
75 80 85 90 

GCC ATG GTG GAT CAA GAT AAG AAA AAC AAT CGA TTC AAT GAT GGG AAG 397 
Ala Met Val Asp Glu Asp Lys Lys Asn Asn Arg Phe Asn Asp Gly Lys 

95 100 105 

GTG GAT CCT GCT GGG AGA TAC TTT GCT GGT ACC ATG GCT GAG GAA ACC 445 
Val Asp Pro Ala Gly Arg Tyr Phe Ala Gly Thr Met Ala Glu Glu Thr 

110 115 120 

GCC CCA GCT GTT CTG GAG CGG CAC CAA GGG TCC TTG TAC TCC CTT TTT 493 
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Ala Pro Ala Val Leu Glu Arg His Gin Gly Ser Leu Tyr Ser Leu Phe 

125 130 135 

CCT GAT GAC AGT GTG AAG AAA TAC TTT AAC CAA GTG GAT ATC TCC AAT 541 
Pro Asp His Ser Val Lys Lys Tyr Phe Asd G1d Val Asp He Ser Asn 

140 145 150 

GGT TTG GAT TGG TCC CTG GAC CAT AAA ATC TTC TAC TAC ATT GAC AGC 589 
Gly Leu Asp Trp Ser Leu Asp His Lys He Phe Tyr Tyr He Asp Ser 
155 160 165 170 

CTG TCC TAC ACT GTG GAT GCC TTT GAC TAT GAC CTG CCA ACA GGA CAG 637 
Leu Ser Tyr Thr Val Asp Ala Phe Asp Tyr Asp Leu Pro Thr Gly Gin 

175 180 185 

ATT TCC AAC CGC AGG ACT GTT TAC AAG ATG GAA AAA GAT GAA CAA ATC 685 
He Ser Asn Arg Arg Thr Val Tyr Lys Met Glu Lys Asp Glu Gin He 

190 195 200 

CCA GAT GGA ATG TGC ATT GAT GTT GAG GGG AAG CTT TGG GTG GCC TGT 733 
Pro Asp Gly Met Cys He Asp Val Glu Gly Lys Leu Trp Val Ala Cys 

205 210 215 

TAC AAT GGA GGA AGA GTA ATT CGC CTA GAT CCT GAG ACA GGG AAA AGA 781 
Tyr Asn Gly Gly Arg Val He Arg Leu Asp Pro Glu Thr Gly Lys Arg 

220 225 230 

CTG CAA ACT GTG AAG TTG CCT GTT GAT AAA ACA ACT TCA TGC TGC TTT 829 
Leu Gin Thr Val Lys Leu Pro Val Asp Lys Thr Thr Ser Cys Cys Phe 
235 240 245 250 

GGA GGG AAG GAT TAC TCT GAA ATG TAC GTG ACA TGT GCC AGG GAT GGG 877 
Gly Gly Lys Asp Tyr Ser Glu Met Tyr Val Thr Cys Ala Arg Asp Gly 

255 260 265 

ATG AGC GCC GAA GGT CTT TTG AGG CAG CCT GAT GCT GGT AAC ATT TTC 925 
Met Ser Ala Glu Gly Leu Leu Arg Gin Pro Asp Ala Gly Asn He Phe 

270 275 280 

AAG ATA ACA GGT CTT GGG GTC AAA GGA ATT GCT CCA TAT TCC TAT GCA 973 
Lys He Thr Gly Leu Gly Val Lys Gly He Ala Pro Tyr Ser Tyr Ala 

285 290 295 

GGG TAA ACTGCAGCTC TTCCTTGCTG TCAGAAGAAA AAGCTTGAAG ACAACTGAGA 1029 
Gly 

ATTAAACTGC TGCTCTTCCT TGCTGTCAGA AGAAAAAGCT TGAAGACAAC TGAGAATTAA 1089 
GGGAGAGAAA TCAATGAACT TTCATATTGT TTTTTTAATG AGGCAGTGAT ATTGACATGG 1149 
TTAAACTGCT TTAATTTACA CTTTTGATTG GGTGCTGGGG AATAAACCTA AAGCCATGGC 1209 
ATATTAA 1216 
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